Methods: Rats were divided into six groups of six each. Group I received regular rat food and drinking water ad libitum. Groups II to VI were administered with ethylene glycol (EG) 0.75% (V/V) and ammonium chloride (AC) 1% (W/V) in drinking water for 7 days to induce urolithiasis. From 8th day Group I received 1 mL of 5% gum acacia. Group IV was treated with Cystone; V and VI groups with the hydro-alcoholic extract of Piper cubeba L. Treatment was continued for further 14 days, thereafter animals sacrificed. While Group II animals were sacrificed just after 7 days treatment with EG and AC. Group III was left untreated until 14 days and sacrificed on 22nd day. Crystalluria was analyzed on 8th and 22nd day while, urinary calcium, phosphorus, creatinine, sodium and magnesium on 22nd day. Biochemistry and histopathological studies of kidney were also carried out.
Introduction
Stone formation takes place in approximately 12% of the population with a recurrence rate of 70-80% in males and 47-60% in females. 1 Northern India lies in the high occurrence of kidney stone area in the world. 2 Its global increasing incidence and wide prevalence is a concern to the medical world which usually starts with obstruction and if left untreated results in severe complications like multiple infections and hemorrhage which requires the best medical care. 3 Non steroidal anti-inflammatory drugs, calcium channel blockers, corticosteroids, and alpha adrenergic antagonists are used for the easy passage of stone but most of them lack scientific evidence to prove their efficacy. Endoscopic stone removal and extracorporeal shock wave lithotripsy (ESWL) have modernized the treatment of urolithiasis but do not check the possibility of new stone formation. These current treatment procedures are prohibitively expensive for the common man as well as with these procedures recurrence is quite common, and the patient has to be subjected to careful follow up for many years. 4 Hence, the search for antilithiatic drugs from natural sources that are both effective and devoid of side effects has gained immense potential. Chronic use of synthetic drugs, which are not free from side effects, has motivated humans for alternative, safe, effective and potent remedies from natural sources. 5 In Unani system of medicine several single and compound drugs have been used for the management of urolithiasis. Some of the drugs have been evaluated experimentally for their antiurolithiatic activity viz., Adiantum capillus veneris L. 6 , Peucedanum grande C.B. Clarke. 7 In Unani medicine Piper cubeba L. is used for the treatment of renal disorders and other associated pathological conditions. P. cubeba is also used as an important ingredient in many formulations viz., Jawarish Zarooni, Majoon-e-Antaki, Laboob-e-Sagheer, Sufoof-e-Shora Murakkab which in turn are used in the treatment of cystitis, retention of urine, gonorrhea, and wounds in urinary tract. 8 These plant derived drugs exert their antilithogenic properties by changing the ionic composition of urine for example decreasing the calcium ion concentration or increasing magnesium and citrate excretion. Many of them showed diuretic activity or contained saponin that act on mucoproteins (promoter of the crystallization process) and disaggregate them. 4 P. cubeba L. fruit (Piperaceae) is widely prescribed for the treatment of gravel and stones in kidney and urinary bladder. 9 Fruits and its oil are used therapeutically in various forms viz., decoction, powder, paste etc., to relieve a number of ailments. It is used in retention of urine, incontinence of urine, gonorrhea, and in healing of ulcer and wounds in the urinary tract. 10, 11 Some of the studies carried out on P. cubeba L. fruit include nephroprotective, 12 antiulcer 13 and antimicrobial 14 activities. Phytochemical screening of P. cubeba L. 15 showed the presence of alkaloid, glycosides, steroid, flavonoids, tannins, anthraquinones and phenols. HPLC analysis of P. cubeba L. showed presence of 0.0024% cubebin. 16 The HPTLC for analysis of piperine in fruits of Piper species 17 found that it contains piperine 11.19% and alkaloid cubebin which possess anti-inflammatory, antimicrobial, analgesic and antioxidant activities. 16, 18 There seems to be no report on its antilithiatic activity, therefore the present study was undertaken to evaluate the antilithiatic activity of P. cubeba L. fruit on calcium oxalate urolithiasis, induced by ethylene glycol and ammonium chloride in male Sprague Dawley (SD) rats.
Methods

Animals
The study was conducted on healthy male SD rats weighing between 200 and 250 g. The animals were obtained from registered breeders and were allowed to acclimatize for a week before starting the experiment. They were maintained under standard laboratory conditions and were provided with standard rat diet and water ad libitum. They were housed in clean polypropylene cages at room temperature 25 ± 2 • C, humidity at 45-55% with 12 h light and 12 h dark cycle. The animal husbandry procedures and experimental protocol were in accord with the guidelines of Committee for the Purpose of Control and Supervision of Experiments on Animals (CPC-SEA). Before beginning the experiment ethical clearance was taken (reg. no. IAEC/IX/05/IA) from Institutional Animal Ethics Committee (IAEC).
Plant material and preparation of extract
The fruits of P. cubeba L. were collected from pharmacy of National Institute of Unani Medicine (NIUM), Bangalore, Karnataka. The drug was identified by a Botanist and the voucher specimen was deposited in the herbarium of NIUM, Bangalore (ref. no. 15/IA/Res/2014). The fruits were kept in drying chamber at 40 • C for about 30 minutes to dry moisture on its surface and coarsely powdered in an electrical grinder, 100 g of which was extracted (in 50% distilled water and 50% ethanol) for 6 hours in Soxhlet's apparatus at 80 • C. Extract was filtered by filter paper (Whatman no. 40) and then evaporated on water bath at 60 • C till it dried completely. 6, 7, 19 The yield of hydroalcoholic extract was found to be 10.05% w/w.
Dosage and drug administration
The human therapeutic dose of P. cubeba L. is 3 g 20 as mentioned in the Unani classical literature. The dose for the rat was calculated by conversion factor of 7, 21 and was found to be 350 mg/kg. The dose of the extract was determined with reference to yield % of extract with the dose of crude drug and was found to be 35 mg/kg. Further the second dose was calculated by the method of Miller and Tainter (1944) 22 and was found to be 60 mg/kg. The doses of the extract calculated for rats were found to be extremely less than the safe dose i.e.1000 mg/kg. 23 The extract was used orally, dissolved in 1 mL of 5% gum acacia. Each dose was prepared freshly before administration.
Ethylene glycol and ammonium chloride induced urolithiasis
The study was carried out by the method of Ahmed et al (2013) 6 and Kumar et al (2016) 7 with some modification in the treatment schedule. All the animals were weighed and divided into six groups of six animals each. Group I served as plain control and received 1 mL of 5% gum acacia orally throughout the study period. While the animals of groups II, III, IV, V and VI were treated with ethylene glycol 0.75% (V/V) and ammonium chloride 1% (W/V) by adding in their drinking water for 7 days to induce urolithiasis. The animals of group II served as disease control A and were sacrificed just after 7 days of administration of ethylene glycol and ammonium chloride while the animals in group III served as Disease control B and were left untreated after 7 days administration of ethylene glycol and ammonium chloride. However, from 8th to 21st day, the animals of group IV were treated with Cystone ® (750 mg/kg) 24 (suspended in 1 mL of 5% gum acacia) and served as Standard control. While the animals of V and VI groups were treated with the hydro-alcoholic extract of P. cubeba L. in the dose of 35 mg/kg and 60 mg/kg and served as test groups A and B respectively. All the animals were sacrificed on the 22nd day.
Urine analysis
Urine analysis was done on the 8th day after administration of ethylene glycol and ammonium chloride and on the 22nd day after treatment with the test drug, by placing the animals individually in metabolic cages with water ad libitum for 3 hours to collect fresh urine samples. Urine was analyzed for crystalluria; for this, 10 L of urine was placed in the slide and covered with a cover slip. The slide was kept undisturbed for about 30 minutes to get fixed and dried, and then it was visualized under light microscope (400×) for counting the number of calcium oxalate crystals. 6, 7, 25 On the 22nd day, in addition to crystalluria examination, urine was also analyzed for calcium, phosphorus, creatinine, sodium, chloride and magnesium. For analysis, 1 mL of urine was taken in centrifugal tube and centrifuged at 2500 rpm for 5 minutes; the supernatant was estimated for the above mentioned constituents by Star 21 plus Auto analyzer. 26 
Serum analysis
After collection of urine, rats were sacrificed under thiopentone anesthesia (50 mg/kg IP). Blood samples were collected by cardiac puncture. The serum was separated (REM R8C Laboratory Centrifuge), centrifuged at 10,000 rpm for 10 minutes. The supernatant was analyzed for calcium, phosphorus, urea and creatinine levels by using auto analyzer and specific kits. 6 
Kidney homogenate analysis
After collection of blood both the kidneys were identified and carefully dissected. Isolated right kidneys trimmed off from extraneous tissue and preserved in specimen container containing 10% formalin and sent for histopathological examination. While left kidneys of all rats of each group were used for homogenate analysis. The kidney was dried at 80 • C in a hot air oven. A sample of 100 mg of the dried kidney was boiled in 10 mL of 1N hydrochloric acid for 30 minutes and homogenised (IKA T10 basic Ultra-Turrax tissue homogenizer). The homogenate was centrifuged at 2000 rpm for 10 minutes. The supernatant was separated. Calcium and phosphorus content in the kidney homogenate were determined. 27 
Statistical analysis
The data were analyzed using Graph Pad software. The results among the groups were analyzed by one-way ANOVA post-test with Tukey's Kramer Multiple Comparisons test. Results were expressed as mean ± SEM. Statistical difference was considered significant at p < 0.05.
Results
Urine analysis
After administration of ethylene glycol (0.75%) and ammonium chloride (1%) for 7 days, significantly increased (p < 0.001) calcium oxalate crystals in urine of each group of animals was observed when compared to Plain control. On administration of hydroalcoholic extract of P. cubeba L. at 35 mg/kg and 60 mg/kg for 14 days, significant (p < 0.001) reduction of calcium oxalate crystals in urine were noted when compared to disease control A and B. Similar results were showed by cystone also. The animals in disease control B left untreated after 7 days administration of lithogenic agents and sacrificed on the 22nd day to see any auto healing effect. The result showed no significant reduction in urinary crystals when compared to disease control A (Table 1) . In ethylene glycol (EG) and ammonium chloride (AC) treated groups, calcium (p < 0.001), phosphorus (p < 0.001) and sodium (p < 0.01) were found to be increased significantly in urine. Cystone reduced the levels of phosphorus (p < 0.05) and sodium (p < 0.01) while the levels of magnesium (p < 0.01) and creatinine (p < 0.05) increased significantly in urine when compared to disease controls. The test extract at both the doses significantly (p < 0.001) reduced calcium, when compared to disease control A and B, but no effect was observed on phosphorous level. On the contrary the level of sodium was found to be reduced significantly (p < 0.01, p < 0.05) at both low and high doses respectively when compared to disease control A. While magnesium level increased significantly (p < 0.01, p < 0.05) when compared to disease control A and B respectively in rats treated with higher dose. No significant effect was observed in chloride excretion in urine however it was slightly reduced on treatment with P. cubeba extract at both the doses. Creatinine level also reached up to the normal level in urine but was statistically not significant. Again in disease control B animals on 22nd day, no significant alteration in any of the parameters was found when compared to disease control A ( Table 2) .
Serum analysis
On administration of EG and AC for 7 days it was observed that serum urea and calcium (p < 0.01) in some groups while creatinine (p < 0.01) in all the groups significantly increased when compared to plain control. On treatment with P. cubeba extract for 14 days at both the doses (35 mg/kg and 60 mg/kg bw); serum creatinine was found to be significantly (p < 0.01) reduced when compared to disease control 'A', same effect was observed by cystone also. Low dose of test extract significantly (p < 0.01) reduced serum urea level, but slightly lesser reduction (p < 0.5) was observed at higher dose of test extract when compared to disease control 'B'. Serum calcium increased significantly (p < 0.01) when compared to plain control but after treatment with the test extract at both lower and higher dose it decreased though it was not statistically significant. While cystone showed significant reduction (p < 0.05) when compared to disease control 'A'. No significant elevation was observed in serum phosphorus level after 7 days administration of lithogenic agent, but the values were found to be nearly same as in plain control after treatment with the test and standard drugs (Table 3 ).
Kidney homogenate analysis
In kidney homogenate analysis calcium and phosphorus were found to be significantly (p < 0.05) increased in the animals of disease control A. In test groups after treatment with hydroalcoholic extract of P. cubeba calcium level was significantly (p < 0.05) reduced when compared to disease control A. Phosphorus was also found to be reduced but it was not statistically significant. Cystone ® did not show significant reduction in calcium but phosphorus significantly (p < 0.05) reduced when compared to disease control A. In disease control B which was left untreated after 7 days administration of lithogenic agent, slight reduction in calcium and phosphorus level was observed but it was not statistically significant (Table 4) .
Histopathology
Histopathological reports revealed normal architecture of kidney tissue in plain control. In urolithiatic group the entire architecture of kidney was intact with mild increased hypercellularity in Bowman's space. Some tubules have shown irregular homogenous amorphous eosinophilic material. Dilated and congested blood vessels and mononuclear inflammatory infiltration were found in interstitium. On treatment with P. cubeba L. fruit extract much improvement in histopathological derangement was observed. Higher dose of extract showed remarkable effect as histopathological features f the kidney tissue reached up to normal level which was almost similar to plain control (Fig. 1a-f ).
Discussion
Super saturation of urine with respect to stone forming substances is one of the essential factors in stone formation. Ethylene glycol (EG) ingestion to rats has been widely used as an experimental model for the study of nephrolithiasis. However, when EG is used alone, kidney crystal deposition can be quite inconsistent. To achieve uniformly high rate of kidney crystal deposition, ammonium chloride (AC) has been used in combination with ethylene glycol. When male Sprague Dawley (SD) rats were treated by 0.75% ethylene glycol with 1% or 2% ammonium chloride, almost all of them showed deposition of the calcium oxalate (CaOx) crystals in the kidney within seven days. 28 Male rats are selected to induce urolithiasis because testosterone plays a significant role in oxalate production as increased serum testosterone level in male rats results in increased endogenous production of oxalate by liver and further ethylene glycol solutions of low concentration induces calcium oxalate nephrolithiasis in male rats does not produce similar results in females that is why male rats are more susceptible to develop CaOx stone than female rats. 28, 29 Therefore, in the present study male SD rats were treated with ethylene glycol (0.75% V/V) and ammonium chloride (1% SW/V) for 7 days. It has been reported that EG is oxidized to oxalic acid by non-specific dehydrogenase which leads to hyperoxalaurea key factor for urolithiasis. EG metabolizes into CaOx monohydrate and produces renal mitochondrial toxicity similar to clinical CaOx renal calculi. 30 Crystalluria could occur in both healthy and stone forming individuals wherein stone formers tend to excrete larger and aggregated particles than healthy individuals. 31 After 7 days of administration of lithogenic agent, large and plentiful crystals were observed in the urine of untreated animals. The similar finding was also found in various studies. 28, 32, 33 But after treatment with P. cubeba L. fruit extract for 14 days urinary crystals were reduced significantly (p < 0.001) at both low and high dose. This effect could be helpful in preventing stone formation by excretion of small particles and reducing their chances of retention in the urinary tract. The analysis of urine with respect to stone forming agents is an apt indicator for the risk of stone formation. Previous studies reported that EG causes hypercalciuria, hyperphosphaturia and hyperoxaluria. The increased urinary calcium is a reason for favoring the nucleation and precipitation of calcium oxalate from urine and subsequently crystal growth. 34 In the present study, urinary calcium increased significantly (p < 0.001) in lithiatic animals. The test extract in both the doses and cystone showed significant reduction in urinary calcium. Reduction of calcium level in urine provides less calcium to bind with oxalate which results in reduction of calcium oxalate crystals, apparent in urinary microscopy observations. Further reduction in urinary calcium also reduces super saturation which is the major risk factor for stone formation. 35 Though the serum calcium level was not significantly reduced in treated groups; it was much lesser than the disease control. On the contrary, phosphorus level remained unaffected. The reason behind this is that the phosphorus level in blood is reliant on the calcium level and activity of parathyroid hormone thus at times it is difficult to regulate the blood.
Urinary magnesium (Mg) is an important inhibitor in stone formation. Magnesium turns soluble after binding with oxalate thus decreasing oxalate availability to bind with calcium and the formation of calcium oxalate in turn decreasing super saturation. 33 Low level of magnesium is observed in stone formers as well as in stone forming rats. 36, 37 After treatment with the test drug Mg level reached nearly upto normal. The animals treated with high dose of test extract showed significant increase (p < 0.01) in Mg level in the urine. The results evidently indicate the efficacy of test extract toward the elevation of magnesium level in urine and prevention of stone formation. On contrary, Urinary sodium was found to be significantly (p < 0.01) increased in untreated animals, after treatment with test extract and Cystone, significant reduction was noted. The result showed that P. cubeba L. fruit was comparable with standard drug in reducing super saturation by decreasing sodium level in urine.
Some inorganic substances such as sodium, calcium, magnesium and potassium 38 are also found in P. cubeba L. Magnesium is the inhibitor of stone formation while sodium and calcium are promoters. 35, 39 Urinary magnesium increased significantly in all the groups, but no significant reductions were observed in sodium and calcium. These findings clearly demonstrate that there is a direct relationship in the ionic content of urine and phyto constituents present in the test drug.
Creatinine and urea are the indicators of kidney and tubular damage. Glomerular filtration rate (GFR) decreases in kidney tissue injury; may be due to the presence of stone in urinary tract, which obstructs urine flow and the waste products, particularly nitrogenous substances thus an increase in their level is noted. 40 Urinary creatinine was found to be increased in disease control groups, may be due to decrease in GFR. Treatment with the test extract showed significant decrease in serum creatinine and urea in test groups. Improvement in GFR after the treatment with test drug may be due to reduction in inflammation and injury of kidney tissues. P. cubeba L. has been reported for anti-microbial, anti-inflammatory 14 and nephroprotective activities 12 thus the efficacy of the test drug is justified by these properties.
The histological features also supported the above findings. In lithiatic animals, there were cellular derangement, hyper cellularity and injured glomerulus remarkably observed. However, on treatment with test extract, notable improvements were observed, particularly of the animals treated with high dose of test extract. Studies reported that exposure to high level of oxalate and calcium oxalate crystals causes cellular injury due to membrane lipid peroxidation through intracellular reactive oxygen species generation. Therefore, reduction in renal oxidative stress could be an effective approach in the treatment of urolithiasis. As reported in earlier studies that the antioxidant effect of flavonoid found in green tea 41 and Orthosiphon grandioxorum 42 decreases oxidative injury in renal tubular cells and calcium oxalate deposition in rat kidney. The chemical constituents of P. cubeba might exert their effect through anti-oxidant activity to make expulsion of renal stone easy. 32 Stones are formed due to deficit in inhibitory substances in urine and the presence of promoters. When the conditions are favorable for stone formation; the antiadherent layer of glycosaminoglycans (GAGs) acts as a protective barrier against urinary stone disease. If this layer is damaged due to consequence of bacterial attack, a stone nucleus develops leading to a full fledged stone in urinary tract. At this stage the drugs having antimicrobial property may be helpful in protecting the GAGs layer by covering the epithelium of collecting system. 42 The antimicrobial property of test drug has already been reported, 14, 12 therefore it may be considered as one of the likely mechanism of the test drug action. Phytochemical constituents of P. cubeba L. such as cubebin, hinokinin, yatein, dihydrocubeib 43 are reported to possess anti-inflammatory and analgesic activities. This further corroborates that the test drug produced its effect through diverse mechanism complementing each other.
The overall limitation of the study is that the drug extract has not been quantified for the constituents responsible for antiurolithiatic activity. Therefore, characterization and isolation of major active compound from the drug extract are required and could be analyzed for future studies.
In conclusion, based on above discussion it is concluded that the hydroalcoholic extract of P. cubeba L. fruit demonstrated significant lithotriptic effect on experimentally induced calcium oxalate urolithiasis. Present study is in consonance with the studies reporting that the presence of flavonoid and alkaloids are responsible for lithotriptic activity of herbal drugs. This investigation validates the therapeutic potential of Kabab Chini as claimed by Unani physicians. Further, studies are mandatory to know the exact mechanism of action of test extract for its litholytic effect.
